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Abstract

Objective: To study the preventive and therapeutic effect of Ginkgo biloba extract on wistar’s cerebral
angiospasm of different phases.

Method: Double cisterna magna blood injection method was adopted to set up Wistar SAH model.
Then, 56 healthy male SD wistars were divided into 7 groups according to each time point (sham
operation group, SAH 3d group, SAH 5 d group, SAH 7 d group, Ginkgo biloba extract 3 d group,
Ginkgo biloba extract 5 d group, and Ginkgo biloba extract 7d group). Ginkgo biloba extract groups
were treated with Ginkgo biloba extract injections once a day after the operation. Each group of wistars
was perfused and fixed at each time point. After putting them to death, basilar artery sections were
taken and observed by conventional HE staining. Via the image analysis system, the arterial diameter
and the vascular wall thickness were measured.

Result: After the treatment of Ginkgo biloba extract, the perimeter of the inner diameter of the basilar
artery in 7 d treatment group was significantly larger than that in subarachnoid haemorrhage group
(p<0.05). It was indicated by pathologic histology that the morphology of the spasm vessel had been
improved.

Conclusion: Ginkgo biloba extract has a certain role in improving tardive cerebral angiospasm after

wistar’s subarachnoid haemorrhage.
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Introduction

Cerebral angiospasm is one of the common complications of
subarachnoid haemorrhage, which is the relevant cause of
patients’ local brain tissue ischemia, tardive ischemic brain
damage and cerebral infarction [1,2]. Statistic data have shown
that the occurrence rate of cerebral angiospasm of the patients
with subarachnoid haemorrhage within one week is as high as
30%~70% [3]. Moreover, cerebral angiospasm is likely to
result in rise of patients’ intracranial pressure and do damage to
neurological function. Clinical studies have shown that early-
stage intervention treatment given to patients with cerebral
angiospasm can lower the occurrence rate of functional
disabilities in the far and near future [4,5]. However, the
occurrence of cerebral angiospasm after subarachnoid
haemorrhage has not yet been clearly grasped and accurately
predicted.

In recent years, a large number of studies have achieved many
breakthroughs based on CVS, but the clinical efficacy has
never been satisfactory due to the reason that CVS is an
extremely complicated pathological process caused by many
factors and links. In this study, Double cisterna magna blood
injection method was adopted to set up SAH Wistar Model,
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observe the changes of the wistar’s perimeter of the inner
diameter of basilar artery, the vascular wall thickness and the
morphology before and after the treatment of GBE, and
analyse the related risk factors of cerebral angiospasm after the
subarachnoid haemorrhage, providing a reference to improve
the prognosis of patients with cerebral angiospasm.

Materials and Methods

Animals and medicament

56 male SD wistars (clean grade) with the weight of (250 + 20)
g were provided by Zhejiang Laboratory Animal Center. Trial
drug: GBE injection (injection with the concentration of 1.5
g/100 ml was prepared by utilizing 50% 1, 2-propylene
glycol), which was supplied by Youcare Pharmaceutical Group
Co., Ltd.

Model building and grouping [6]

After the SAH of wistars, CVS animal model was built by
utilizing “double cisterna magna blood injection method”;
male wistars with the weight of (250 + 20) g were selected;
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intraperitoneal injection of 3% pentobarbital sodium was
adopted for narcosis with the dosage of 2.0 ml/kg; the place
that was 3 mm~4 mm below the tuberosity of occipital bone
was targeted; the need of 1ml syringe was used to puncture
pierce atlantooccipital membrane and slightly push into
cisterna magna; 1 ml disposable injector was used to draw 0.3
ml of femoral artery blood when cerebrospinal fluid flew out;
within one minute, femoral artery blood was injected into
cisterna magna; afterwards, prone position head was lowered
by 30° for 30 minutes. After 40 hours, the aforementioned
process was repeated. In the sham-operation group, the method
was the same as the above case; 0.3 ml of warm normal saline
was injected into cisterna magna twice.

Groups were divided after the completion of first blood
injection. Animals were randomly divided into SAH 3 d group
with 10 wistars, SAH 5 d group with 9 wistars, SAH 7 d group
with 8 wistars and GBE 5 d group with 8 wistars, GBE 5 d
group with 8 wistars as well as GBE 7 d group with 7 wistars.
Medication administration groups were respectively given with
GBE injections through abdominal cavity in the dosage of 15
mg/100 g; the sham operation groups were given with normal
saline of the same dosage.

Specimen acquiring and processing [7]

After each group of animals was narcotized by intraperitoneal
injection of 3% pentobarbital sodium (2.0 ml/kg), their skulls
were opened and the basilar artery as well as their adherent
brainstems and the entire brains were dissected and taken; the
brainstems and the basilar artery were separated; 1/2 segment
of basilar artery that contained brainstems was taken to make
the specimen; the basilar artery was placed and fixed in 10%
formaldehyde for 24 hours; the fracture surface of vascular
wall and the vascular wall were kept upright while drawing
materials; paraffin embedding, section and HE staining were
carried out for pathological examination.

HE stained sections were selected and photographed under
Olympus optical microscope. By referring to the documentary
method, the build-in computer image analysis system of the
Olympus optical microscope was utilized to calculate the
perimeter of the inner diameter and the wall thickness of
basilar artery. When measuring the vascular wall thickness, the
values of wall thickness around the blood vessels were
measured and then the average value was taken.

Statistics

The data were expressed by average value + standard deviation
(x £ s). Variance analysis was conducted by utilizing the build-
in computer image analysis system (Dp2BSW) of Olympus
optical microscope.

Experimental Result

Influence of GBE treatment on BA morphology

In sham operation group: the basilar artery was located
within basilar artery groove of the brainstem. The diameter of
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arterial wall was small; the arterial wall was comprised of
endarterium, tunica media and adventitia. There were mono-
layer endothelial cells on cavosurface and the endothelial cells
had no degeneration, necrosis and ecclasis; the internal elastic
lamina had no obvious incrassation; the ruga had not been
increased significantly with certain diopter; tunica media and
adventitia had no evident lesions.

In SAH group: this group was divided into three time slots of
3 d, 5 d and 7 d with the histological structure identical to that
of the sham operation group. Along with the extension of time,
the number of endothelial cells was gradually decreasing.
Several cells had vacuolated changes; the internal elastic
lamina had incrassation; the ruga had been increased. The
thickness of vascular wall slighted increased. Compared to the
sham operation group, the average perimeter of blood vessel
diameter decreased. Along with the prolonging of time, the
aforementioned lesions had become obvious gradually.
Whereby, the lesions were the most obvious ones at 7 d.

In the medication administration group: this group was divided
into three time slots of 3 d, 5 d and 7 d. The histological
structure was identical to that of the blank group. Along with
the extension of time, the number of endothelial cells increased
to some extent; the cells” morphological structure was basically
similar to that of the blank group with no obvious vacuolated
changes. Some internal elastic laminas of wistars’ basilar
artery were slightly thick and some were basically normal; the
ruga decreased compared to that of the SAH group. Along with
the prolonging of time, the vascular wall thickness had also
gradually thinned, which was slightly thinner compared to that
of the SAH group and was similar to that of the sham operation
group and the blank group; the perimeter of blood vessel
diameter increased slightly. Whereby, it was relatively obvious
at7d.

Influence of GBE treatment3d, 5d and 7 d on
perimeter of basilar artery inner diameter

Table 1. Influence of GBE treatment 3 d on perimeter of basilar artery
inner diameter (P1) (X £ s).

Group Animal quantity Dosage/mg kg’ P1/um

sham operation 6 NA 260.51 + 35.26
3dSAH 10 NA 220.43 £ 18.67
3d GBE 8 150 237.95 + 35.74

Compared to the sham operation group, 4p<0.05, GBE.

The results showed that the perimeter of basilar artery inner
diameter in SAH group had significantly decreased compared
to that in sham operation group with statistical difference
(p<0.05); there was no statistical difference when comparing
GBE group with SAH group (p>0.05) (Table 1).
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Influence of GBE treatment 5 d on perimeter of
basilar artery inner diameter

Table 2. Influence of GBE treatment 5 d on perimeter of basilar artery
inner diameter (P) (X = s).

Group Animal quantity Dosage/mg * kg™! P1/um

Sham operation 6 NA 262.38 + 32.53
5d SAH 9 NA 215.75 + 25.64
5d GBE 8 150 241.56 + 31.21

Compared to the sham operation group, p<0.05.

The results showed that the perimeter of basilar artery inner
diameter in SAH group had significantly decreased compared
to that in sham operation group with statistical difference
(p<0.05); there was no statistical difference when comparing
GBE group with SAH group (p>0.05) (Table 2).

Influence of GBE treatment 7 d on perimeter of
basilar artery inner diameter

Table 3. Influence of GBE treatment 7 d on perimeter of basilar artery
inner diameter (P) (X £ s).

Group Animal quantity Dosage/mg e P1/um

kg™
sham operation 6 NA 258.34 + 30.21
7 d SAH 8 NA 223.29 + 28.37
7 d GBE 7 150 245.76 + 23.60°

Compared to the sham operation group, p<0.05. Compared to SAH group,
“p<0.05.

The results showed that the perimeter of basilar artery inner
diameter in SAH group had significantly decreased compared
to that in sham operation group with significant statistical
difference (p<0.01); there was statistical difference when
comparing GBE group with SAH group (p<0.05) (Table 3).

Influence of GBE treatment on wall thickness of
basilar artery

Table 4. Influence of GBE treatment on wall thickness of basilar
artery (P2) (X £ s).

Group Animal quantity Dosage/mg * kg”! P2/um

Sham operation 6 NA 20.25+1.78
3d SAH 10 NA 21.31+2.07
5d SAH 9 NA 22.64 +1.35
7 d SAH 8 NA 21.95+1.46
3dGBE 8 150 19.01£1.25
5d GBE 8 150 20.34 +1.26
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7 d GBE 7 150 20.95+2.79

The results showed that the wall thickness of basilar artery in
SAH group had increased compared to that in sham operation
group without statistical difference (p>0.05); the wall thickness
in ginkgo group was smaller compared to that in SAH group
without statistical difference (p>0.05) (Table 4).

Discussion

Cerebral angiospasm is the severest complication of
subarachnoid haemorrhage; the cerebral angiospasm after
subarachnoid haemorrhage is divided into early-onset and late-
onset cerebral angiospasm [8,9]. The latter is more commonly
seen clinically, which usually takes place and reaches at the
peak time 3 d, 5 d and 7~10 d after the SAH. Currently, it is
believed that multiple factors collectively participate in the
generating process of DCVS. According to pathogenesis and
pathological progress, prevention and cure of late-onset
cerebral angiospasm after SAH should include the three key
points of blocking of pathogenic factors for angiospasm,
reversing of cerebral angiospasm that has taken place, and
control of cerebral ischemia caused by arteriarctia etc.
Currently, Ca?" antagonist Nimodipine has been mainly
utilized as the medicine for resisting cerebral angiospasm at
home and abroad [10]. Other medicines such as Fasudil,
statins, Mg2" formulations, endothelin receptor antagonists/
inhibitors, drugs that facilitate synthesis of Nitric Oxide (NO),
oxygen free radical scavengers and peroxidation inhibitors etc.
are still on clinical trial and not yet widely popularized [11-13].
The drugs used for inhibiting the generation of vascular
immune inflammation and improving cerebral ischemia after
angiospasm are extremely significant for lowering morbidity of
cerebral angiospasm, improving quality of life and reducing
mortality rate [14-16].

In this experiment, double cisterna magna blood injection
method was adopted to build the model of tardive cerebral
angiospasm. In this experiment, intraperitoneal injection of
GBE was taken as the administration route, selecting 3 d, 5 d
and 7 d after the first blood injection as the observation of
efficacy. The experiment found that basilar artery diameter in
various SAH groups turned smaller and the vascular wall
thicker. After 7 d of early application of Gingko biloba extract
injection treatment, wistars’ spasm blood vessel wall thickness
and diameter were obviously improved with significant
statistical difference. The morphological structure was close to
that of the normal group. It could be seen that Gingko biloba
extract treatment 7 d was significantly effective, which
conformed to the documentary report. After Gingko biloba
treatment for 3 d and 5 d, the wall thickness had no significant
difference compared to that of SAH group, but there was a
tendency of relieving cerebral angiospasm entirely; basilar
artery lumen was relatively expanded to some extent and the
diameter was increased.

In the experiment, it could be seen that SAH wistars’ perimeter
of basilar artery inner diameter had increased to some extent
after the treatment of Gingko biloba extract, but statistical
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difference could only be seen in 7 d group. The reasons were
as follows: (1) the weight difference was big after wistar
modelling; the weight had a big influence on wall thickness
and perimeter of inner diameter of basilar artery, which would
lead to high sample dispersion; (2) during the modelling
process, the extent of SAH would be different due to animals’
individual difference; (3) after completion of modelling, some
wistars had respiratory arrest; during the emergency treatment,
wistars were in supine position where injected arterial blood
might leak out and eventually lead to relatively few wistar
samples in each group; (4) death rate increased after the second
blood injection.

The result of this experiment shows that GBE has a
comparatively obvious ameliorative function on tardive
cerebral angiospasm of SAH wistars and that it has a certain
application prospect in the intervention treatment at the early
stage of subarachnoid haemorrhage. However, due to the
relatively few experimental samples and changes of
ultrastructure of the blood vessel, none of the relevant indexes
like immune biochemistry have been detected. It is worthy of
further study on questions whether the efficacy is related to the
dosage and whether it has synergistic effect while using
together with Nimodipine.

References

1. Nakashima T, Takenaka K, Nishimura Y. Phospholipase C
activity in cerebrospinal fluid following subarachnoid
hemorrhage related to brain damage. J Cerebr Blood Flow
Metabol 1993; 13: 255-259.

2. Woitzik J, Dreier JP, Hecht N. Delayed cerebral ischemia
and spreading depolarization in absence of angiographic
vasospasm after subarachnoid hemorrhage. Off J Int Soc
Cerebr Blood Flow Metabol 2012; 32: 203-212.

3. Jabbarli R, Reinhard M, Roelz R, Shah M, Niesen WD. The
predictors and clinical impact of intraventricular
hemorrhage in patients with aneurysmal subarachnoid
hemorrhage. Int J Stroke 2016; 11: 68-76.

4. Konczalla J. Cerebral vasospasm and delayed cerebral
infarctions in 225 patients with non-aneurysmal
subarachnoid hemorrhage: the underestimated risk of
Fisher 3 blood distribution[J]. J Neurointerv Surg 2016.

5. Wei LF, Zhang HM, Wang SS. Changes of MDA and SOD
in brain tissue after secondary brain injury with seawater
immersion in rats. Turkish Neurosurg 2016; 26.

6. Chen Y. Ultrasound guided double injection of blood into
cisterna magna: a rabbit model for treatment of cerebral
vasospasm. Biomed Eng 2016; 15: 1-11.

7. Bernoulli J, Yatkin E, Konkol Y, Talvitie EM, Santti R.
Prostatic inflammation and obstructive voiding in the adult

2558

Zuo/Tu/Zhu/Chen/Song

Noble rat: impact of the testosterone to estradiol ratio in
serum. Prostate 2008; 68: 1296-1306.

8. Washington CW, Derdeyn CP, Dhar R. A phase I proof-of-
concept and safety trial of sildenafil to treat cerebral
vasospasm following subarachnoid hemorrhage. J
Neurosurg 2015; 124: 1-10.

9. Lanterna LA, Lunghi A, Martchenko S, Gritti P, Bonaldi G.
Cerebral watershed hypoperfusion in subarachnoid
hemorrhage: computed tomography perfusion analysis. J
Neurosurg 2011; 114: 961-968.

10. Beun RD, Lohmann A, Schneider R. Comparison of the
stimulus properties of ethanol and the Ca2+ channel
antagonist nimodipine in rats. Eur J Pharmacol 1996; 306:
5-13.

11. Sharma AK, Kanawat DS, Mishra A. Dual therapy of
vildagliptin and telmisartan on diabetic nephropathy in
experimentally induced type 2 diabetes mellitus rats. J
Renin Angiotens Aldost Sys 2014; 15.

12.Bath PM, Wardlaw JM. Pharmacological treatment and
prevention of cerebral small vessel disease: a review of
potential interventions. Int J Strok 2015; 10: 469-478.

13.Wu N, Li W, Lv Y, Shu W, Jia D. Cardioprotective effects
of low-dose combination therapy with rosuvastatin and
fasudil in the isolated rat heart. Pharmazie 2014; 69:
704-708.

14. Bruschettini M, Romantsik O, Zappettini S. Transcutaneous
carbon dioxide monitoring for the prevention of neonatal
morbidity and mortality. Cochrane Datab Syst Rev 2016; 2:
114-118.

15.Chubak J, Whitlock EP, Williams SB. Aspirin for the
prevention of cancer incidence and mortality: systematic
evidence reviews for the U.S. Preventive Services Task
Force. Annals Int Med 2016.

16. Cosarderelioglu  C, Cosar AM, Gurakar M.
Hepatopulmonary syndrome and liver transplantation: a
recent review of the literature. J Clin Transl Hepatol 2016;
4: 47-53.

*Correspondence to
Shuxin Song

Department of Neurosurgery
Second Affiliated Hospital
Nanchang University

PR China

Email: shuxin_song@outlook.com

Biomed Res- India 2017 Volume 28 Issue 6



	Contents
	Effect of Ginkgo biloba extracts on preventing and curing wistar’s cerebral angiospasm after subarachnoid haemorrhage.
	Abstract
	Keywords:
	Accepted on November 4, 2016
	Introduction
	Materials and Methods
	Animals and medicament
	Model building and grouping [6]
	Specimen acquiring and processing [7]
	Statistics

	Experimental Result
	Influence of GBE treatment on BA morphology
	Influence of GBE treatment 3 d, 5 d and 7 d on perimeter of basilar artery inner diameter
	Influence of GBE treatment 5 d on perimeter of basilar artery inner diameter
	Influence of GBE treatment 7 d on perimeter of basilar artery inner diameter
	Influence of GBE treatment on wall thickness of basilar artery

	Discussion
	References
	*Correspondence to


